. Meiotic polySUMO chains derived from SUMOylated Ecm11 and SUMO E3 ligases Siz1 and Siz2 are required for efficient SUMOylation of Ecm11 and Zip1 assembly. (A) SK1 ndt80 diploid cells that produce Ecm11 fused to various sizes of extra amino acid sequences as indicated were introduced into meiosis, and the whole-cell extract prepared from cells at the 7-h time point was subjected to Western blotting with anti-Smt3 (SUMO) and anti-myc (Ecm11-myc) antibodies. (*) For unknown reasons, Ecm11 plus 3 kD (1xmyc) did not show detectable signals in the Western blotting with anti-myc antibodies, whereas 4xmyc and 7xmyc versions did. The presence of extra in-frame DNA sequences encoding additional 3-, 7-, and 12-kD polypeptides was confirmed by DNA sequencing. (B) SUMOylation of Ecm11 in the indicated strains was analyzed as in Fig. 1 . SPM, sporulation media. (C) Quantitative analysis of chromosomal Zip1 localization. See Materials and methods for more detail. (D) Meiotic chromosome spreads were stained for Zip1, and chromosomal localization pattern of Zip1 was examined as described in C and Materials and methods. *, P < 0.001 (Mann-Whitney test). (E) Meiotic chromosome spreads of the indicated strains were examined for the size of PCs (top; *, P < 0.001 [Mann-Whitney test] ) and the ratio of chromosome spreads carrying a PC (bottom; 100 chromosome spreads examined; *, P < 0.001 [χ 2 test]). The mitotic cell cycle of strains producing indicated proteins was monitored over the course of protein induction experiments. Cells were examined for their cell-cycle stage based on their budding status at each time point. ≥100 cells were examined per time point. The difference in the distribution of cell types (no bud, small bud, and large bud) at a time point between three strains was not statistically significant (χ 2 test). (C) Chromosome spreads prepared at the 4-h time point, shown in B, were immunostained for Zip1, and the size of Zip1 assembly bodies was examined. *, P < 0.01; **, P < 0.001 (Mann-Whitney test). Table S1 . Strains used in this study (Continued) 
